53: Rapamycin Partially Overcomes the in vitro Protective Effect of M2–10B4 Mesenchymal Stromal Cells (MSC) to Murine mCGPR/+ Acute Promyelocytic Leukemic (APL) Cells Against Chemotherapy  by Ramirez, P.A. et al.
22 Oral Presentations8Comprehensive Cancer Center of Case Western Reserve University,
Cleveland, OH.
Gemtuzumab-Ozogamicin (GO), a CD33 directed monoclonal
antibody linked to calicheamicin, was developed to provide targeted
therapy for patients with AML. The addition of GO to standard in-
duction therapy has had promising results, particularly in its ability
to induce complete remission (CR). Its role in consolidation therapy
in AML is not defined and therefore, the main objective of E1900
was to compare the disease-free survival (DFS) of adult patients
with newly diagnosed AML, age 60 or less, between two consolida-
tion regimens: Group A received high-dose cytarabine, 3 gm/m2 ev-
ery 12 hours days 1, 3 and 5 for a total of 6 doses, for two cycles,
collected autologous peripheral blood stem cells (PBSC), then pro-
ceeded to autologous transplant with high-dose intravenous busul-
fan and cyclophosphamide with PBSC support. Group B received
the same regimen with the addition of a single dose of GO 6 mg/
m2 as an additional consolidation step after the two cycles of
high-dose cytarabine and prior to transplant. As of July 30, 2007,
553 patients were randomized to one of two induction regimens
on this trial. 254 patients have proceeded to the consolidation phase
randomization and 106 patients have completed transplant. GO in
consolidation was well tolerated, with three cases of hepatic veno-
occlusive disease/sinusoidal obstruction syndrome (VOD/SOS) in
57 patients receiving the drug. There were no cases of VOD/SOS
post-transplant in either group. The two groups (119 eligible in
group A, 124 eligible in group B) were compared for DFS based
on the intention-to-treat (ITT) and those receiving transplant.
Eleven ineligible patients were excluded from the analysis. Results
of the planned interim analysis demonstrated the DFS was 20.0
vs. 19.5 months (p 5 0.94) and 22.2 vs. 24.9 (p 5 0.74) on the
ITT and transplant comparisons, respectively. Based on these out-
comes we conclude that GO is well tolerated in consolidation, but
does not improve DFS. E1900 continues accruing patients to eval-
uate the benefit of dose intensification of daunorubicin during in-
duction on overall survival.53
RAPAMYCIN PARTIALLY OVERCOMES THE IN VITRO PROTECTIVE EF-
FECT OF M2–10B4 MESENCHYMAL STROMAL CELLS (MSC) TO MURINE
mCGPR/1 ACUTE PROMYELOCYTIC LEUKEMIC (APL) CELLS AGAINST
CHEMOTHERAPY
Ramirez, P.A., Rettig,M., Holt,M., DiPersio, J.F.WashingtonUniver-
sity, St. Louis, MO.
Background: The mechanisms of AML-BM niche interactions
remain largely unknown. AML resistance may be related to altered
interactions and dysregulated intracellular survival signaling. Inter-
ruption of these interactions might overcome chemotherapy resis-
tance. To determine if MSC provide protection to APL cells in
vitro and how this protection might be overcome, we generated an
in vitro model of APL-MSC interaction and evaluated how soluble
and cell associated factors mediate this protection. Methods: APL
cells were obtained from mice in which a single copy of the human
PML-RARa was knocked into the murine cathepsin G locus
(mCGPR/1). APL cells were cultured in 12-well plates (normal or
transwell) with or without murine M2–10B4 MSC. After 24 h,
APL cells were untreated or treated with Ara-C or DNR for 2
days. FACS was used to test viability, cell cycle status, and prolifer-
ation kinetics using annexinV/PI, acridine orange andCFSE assays,
respectively. Results: we shown a survival benefit for APL cells co-
cultured with MSC in the absence and presence of chemotherapy
which was optimal when APL cells were in direct contact with
MSC. This benefit afforded by the MSC was maintained following
separation of the APL cells by a 0.4 mm transwell suggesting that the
anti-apoptotic stimulus provided by MSC was mediated, at least in
part, by a soluble factor released from the MSC (Table 1). APL
binding to stroma was not associated with alterations of cell cycle
nor decreased proliferation kinetics. Supernatant from MSC
showed elevation of VCAM1 (22-fold), SCF (29-fold), VEGF
(747-fold), MCP1 (979-fold), and MCP3 (907-fold). Since c-kit is
overexpressed in this APL cells and the mammalian target of rapa-
mycin (mTOR) is a downstream target for activated c-kit, we usedRapamycin to test the relevance of this pathway in resistance against
chemotherapy. Without MSC, Rapamycin increased the apoptosis
of APL cells from 40% (no Rapamycin) to 70% (20 nMRapamycin)
or 95% (20 nM Rapamycin 1 60 ng/mL Ara-C). With MSC, apo-
ptosis was increased from 40% (no Rapamycin) to 80% (Rapamycin
20 nM). Adding cytarabine to Rapamycin did not affect apoptosis.
Conclusion:MSC confer a survival advantage to APL cells in vitro.
m-TORpathway is involved in this advantage. Antibodies and small
molecules that interrupt direct binding of leukemic cells to the BM
niche or block signaling pathwaysmay be rationally used to sensitize
AML to chemotherapy in vivo.
Table 1. M2-10B4 stromal cells provide a survival advantage to
mCGPR/1 APL cells




(40 ng/mL)No stroma 27%, SD 1.3 80.6%, SD 1.9 80%, SD 2.2
0.4 um transwell 4.3%, SD 4.1 12.2%, SD 0.2 10.1%, SD 2.8
Stroma 3.3, SD 0.9 8.2%, SD 0.9 5.3%, SD 0.3LYMPHOMA/MULTIPLE MYELOMA54
INCLUSION OF SIROLIMUS IN THE GVHD PROPHYLAXIS REGIMEN IS AS-
SOCIATED WITH IMPROVED SURVIVAL IN PATIENTS WITH LYMPHOMA
UNDERGOING ALLOGENEIC TRANSPLANTATION
Armand, P.1, Gannamaneni, S.2, Kim, H.T.3, Cutler, C.S.1, Ho, V.T.1,
Koreth, J.1, Alyea, E.P.1, LaCasce, A.S.1, Jacobsen, E.D.1, Fisher, D.C.1,
Brown, J.R.1, Canellos, G.P.1, Freedman, A.S.1, Soiffer, R.J.1,
Antin, J.H.1. 1Dana-Farber Cancer Institute, Boston, MA; 2Cambridge
Health Alliance, Boston, MA; 3Dana-Farber Cancer Institute, Boston,
MA.
Inhibition of mTOR has shown promising preliminary activity in
the treatment of lymphoma. Sirolimus, an mTOR inhibitor, is used
for GVHD prophylaxis in allogeneic stem cell transplantation
(SCT). We conducted a retrospective study to evaluate the effect
of sirolimus-containing GVHD prophylaxis regimens on the sur-
vival of patients with lymphoma undergoing SCT. We included
326 patients (age 18–67, median 47) who underwent SCT between
1997 and 2006. There were 150 patients with indolent B-NHL (in-
cluding 100 with CLL/SLL), 60 with aggressive B-NHL, 11 with
highly aggressive B-NHL, 31 with mantle cell lymphoma, 25 with
T-cell lymphoma, and 49 with Hodgkin’s lymphoma. 133 patients
had refractory disease at SCT. 148 received myeloablative condi-
tioning. 222 received peripheral blood stem cells, 87 received mar-
row grafts, and 17 received umbilical cord grafts. 154 were
transplanted frommatched related donors, 140 frommatched unre-
lated donors, and 32 from mismatched donors. 57 had a T-cell de-
pleted SCT, and 264 received a calcineurin inhibitor-based
regimen; among them, 137 patients received sirolimus and 173 re-
ceived methotrexate (93 of whom received both methotrexate and
sirolimus). Median follow-up for survivors was 39 months. 3-year
overall survival (OS) was 68% (95%CI, 59–77) for patients receiv-
ing sirolimus vs. 43% (95%CI, 36–50) for those not receiving it (p
\ 0.0001); 3-year progression-free survival (PFS) was 44%
(95%CI, 39–49) for patients receiving sirolimus vs. 27% (95%CI,
20–34) for those not receiving it (p\0.0001).We performed a com-
parable analysis for 1016 patients transplanted in the same time-
frame for diseases other than lymphoma. In this group, there was
no significant survival advantage for patients receiving sirolimus
(3 y OS, 42% vs. 36%, p 5 0.3; 3 y PFS, 36% vs. 30%, p 5 0.9).
The PFS and OS benefit of sirolimus-containing GVHD regimens
for lymphoma patients remained significant in multivariable analy-
ses adjusting for histology, age, chemosensitivity, conditioning reg-
imen intensity, graft source, donor HLA match, CMV serostatus,
year of SCT, and incidence of acute and chronic GVHD. In sub-
group analyses, the beneficial effect of sirolimus appeared most
